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(57) Abstract: It is intended to provide an inhibitor for the formation of a y -secretase complex which comprises a cholesterol 
synthesis inhibitor or a protein geranylgeranylation regulator as the active ingredient; and use of a cholesterol synthesis inhibitor 
or a protein geranylgeranylation regulator for producing the same. It is also intended to provide a method of screening a substance 
having an effect of inhibiting the formation of an active complex of y -secretase which comprises assaying the activity of inhibiting 
cholesterol synthesis or quantifying cholesterol accumulated in lipid rafts in cells. It is also intended to provide a method of screen- 
ing a cholesterol synthesis inhibitor, a protein geranylgeranylation regulator or an HMG-CoA reductase inhibitor which comprises 
assaying the effect of inhibiting the formation of an active complex of y -secretase. Moreover, it is intended to provide a method of 
screening an effect of a test substance on y -secretase which comprises measuring the distribution of constituents (niscastrin, APH-1, 
Pen-2 and so on) required by y -secretase for the formation of its active complex in cells. 
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m m * 

y -ir^W^-iflS^^pi^JX^ y -fe^l/*— 
APH-1, Pen-2^W«^^©jiWJ^rtlC^tt5^*^iBISt"5^i:^J:5, 

Steffi 

[0002] ^ATO^^^ft^W^S-efeST/v^^-^-^ (AD) 

lm^5l^fci~i!#^.^TV^(N Engl J Med 2003;348:1356) o ADTIi, lUIIf 
KM® 6 -?fc3T$n^KiiW*^>v^« (APP) #\ MflH^#^i-§ a -±?u 

?— j ti£<9hmm97h (npid rafts :^r^mwt=^u^Tvi—/^mm^tLmmm 
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(D^hKpMV) (J Clin Invest. 2002; 1 10:597-603) 0 -ir^W— if^H 

j3 -i?^^— if irM*«9. ^ttl^^— s^-efcS^V-fcr. y^(presenilin) 
^hy>- (nicastrin) , APH-U Pen-2i: y -fe^V*— if^ft^J&UTfKE 
(D?^2003;291-296\ J§|@^M^ Aj8 40, A 0 42j£&<D#l£>fc5£i%jt£>*VCV'» 

y — fe^ W?— if (D^tt{-«^:^^#^tt^V >£&*VCV ^ (Biochem Soc 
Transact 2002 ; 30:525-529) 0 n^rn^- /V^^JQ Lipid Res. 1999;40:781-96) 
tC.fcSfli^^h^&^aW^ti— /KD^-Cfi 7 — fe^ W?— if ^tt^^Uh^ 
V^#ft^(Neurobiol Dis. 2002;9:ll-23)£j^#^&/^ofctV N 5#^(Biochemistry 
2003;42:13977- 86)j&5fc5„ 
[0003] ^^rri^/VCD^E^^MWit, HMG-CoA-^^^^^J;«9Tir^-/V-CoA^^ 
^^$ttfc3-tKndri/-3-^^-/V-i//V^y/V-CoA(HMG-CoA) j&S % HMG-Co 

£ 0 ^rbT, ^^7^y^Mil-J:?)^TWy<i:$ti, ^rwyxjK^- if fc«fc 

^T/^^/vt-ny^^^j^^^^^^^^^fc^T/^v^/vt-tiy^^— gp fit 
, ^y^^^/vt°ny^^j^bTy7-/v^7-/vt°ny^i!^(9 N 

£fc. AMPKifflMG-CoAl%iie>-iftLt^§-f50tAMPKStt 
^^J«HMG-CoAM^^*|5a^J^fa»'ftffl^bTV>§ 0 ££>{^ AMPKii 
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[0004] HMG-CoAal^n^^PlW^lJ^, =tWVrn— HMG-CoA<D^ 

mzmm un ^s^adss wisv ^h^^^^s^m^ 

^iMArch Neurol 2000;57:1439-1433), X, HMG-CoAM^^^Pl^Jtein 
vitro, in vivoiZ&tf%A & ^^(D^ffi^T^fcb^ffi^h, HMG-CoAjS 

^mmmwm&ADmmizmmtirz&w&Mmtstix^z (wo 02/062824^-, 

WO 01/096311^-, WO 01/32161^-, WO 00/28981^§\ WO 99/48488^§\ USP 
6,472,421-^\ USP 6,440,387-^-, USP 6,080,778^-) 0 ^frlh<D!fct^M®WXfe, 

[0005] y if Pl^Jte, ^^A £ 42^S^-T^^^^fe^^i:, 

-^h^^^Vir^y^^a^^^M^AD^Oj^H^^'^^^^CArch 
Neurol. 2003;60:1541-4), ADSMl^LT, ^A/^IWt ^TV^ 

(Adv Drug Deliv Rev. 2002;54:1579-88) o L-^U 7 -fe^l>^— if teAPP<D-ftil, 
Notch, ErbB4, CD44, LRP&if^irU ^^(D^^<D\im\i¥^^^T^( 
FASEB J 2003;17:79-81) , y -±7U#— if Pfi^JcO^^^i^L^^^jtAy-eV^ 

2&^WA/3 42(^M££#lllftmSU Notch(Z)^l»f^PWL^V^i:^^$^ 
Tl^ Q Biol Chem 2003;278:30748-30754, 18664-18670) o -^CO^ff^oV vCt* 
RhojqiftlJCOlM^-^B^ttTV >5 (Science 2003 ; 302 : 1215-1217) 0 

[0006] ^^HK^ibte, A j3 40, A j3 42^^(D^^%^.^TV ^WMBfl&OjJgfC^M;! 
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^O^ttm^^^«^^^^$^-^^hy^(nicastrin) , APH-1 
[0007] ^Wtt, a^fn- /^(D&f&m&l^&ft^ZZbfrbteZ, 7 — fe 



WO 2005/063294 



5 



PCT/JP2004/019628 



[0008] *2&mtt:.f&m.\z. y-±?u?~- v<omffl&&ft(Dj&f$L&mm'tz>ftm&n%. 

[ooo9] *mwn, m-t^s ^^ti-^mmM, xnm^9^/^9^Mmm 
jjm&mm-r%h(Dxhz> 0 

^rnwfe, m-\ — ^ y-^^?-^M&mmmwm$:migir%fc®<D=iux 



WO 2005/063294 6 PCT/JP2004/019628 

[ooio] [miww js ^tiT^^hv^m^(Dm^^^m<D4^yy^T^^^ir 0 m 

PS2CTFi^oV^T(D^(D-e$3f9, DJ3PEN-2^0^-C<7>b<D-e&^ E{i7nfyy 
hy^c^itS^OmM, ImM, &L)«2mM<D^cD-e$>5o Htp^l — 10te, WM^S. 

coon] [gi2]^/v j8 i/?u^xhv>iz.£%mmmftm<D=iu^vi— 

SUCDM. ( n g/mL) Sr^U, ^ffi^^fft f**>v^©0> S (mg/mL 
[0012] [g]3]HMG-CoAM^^^ia#^J^am»l0M^H^Ay^P^^^^i- o 

tePS2CTF^o^-c<Dt<D-cfc<9, D^n^-y^-i^ov^-c^^-efeSo 

[0013] [04]HMG-CoAM^c^*Pl^J^J;§*fflJ^llI^H^=3^^n— /KRU^^JC 
-a mcomk&^ti^^Xh&v WftW (□&(;■) ftnybn^ib W/^ny 
^250 n M<D*^^U %W tt=J>v?^^ C>^n>^250 /z 
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^250 ix MRUt°#s^?7->5 ix M) (DW&tttl^fl^o Stk^com^^ 

tt^y/^fOi (mg/mL) ^i~ 0 
[0014] *»ifbtt, gfc&^S^Wfc^vr^&h^J^fc, «^HMG-CoA3t5ng# 

mK97h(D^uxTu-/pmmzi&ftvxm« : 77h(D y mmm&w- 

(DftfeML&i&T^, ^<Dfe&&1&T^%~b&mbfrte\^fch<DX&% 0 A 
j3 <Dm^&mmi-%NSAlDstfRhomm&frl,Xm<bm^btlX\, (Science 
2003 ; 302 : 1 2 1 5- 1 2 1 7), MWCCtiifB LTcHMG-CoAMtc^* PH-S^J =» 

tl^Xmmi^Xh ^Z.t&^lr^OXfoZo 

y ^ 1 (PS 1 ) .RttfTVir ^2 (PS 2) /£if £>M rttoMW^Sr ir^fit 
[0015] ^mMl^^^X, /l^EPRW^te:, 4^rt©3^7n-;l/0^ 

v^^^io(D^i^x«2^Ji(D^^pa*«^^^-e^^»-efcn«J:v\ * 
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(Proc Natl Acad Sci USA. 1987;84:7488-92), HMG-CoAMtuB^ PI.*£!k 
^M. 7^7*9— h^cDAMPKlgtt^MBiochemical Society 

Transactions.l997;25:S676). Xt^t^^^-bf (Z)?//^^;^^!;^^^ 
WE^fflMffl (Biochem Biophys Res Commun 1999;264:108-1 ll)fti£ffiM£ifbtlZ> 0 

9~MmMMtL,X^ HMG-CoA^^^PE.#^IJ, HMG-CoAal^n^ 

*P£W£iJ, 7^f^7- h^<DAMPK?£tt^£iJ. If^^JjN^— h^(Z)^T/V^^/^t: 0 ci 

mMtlsXtt, HMG-CoA^^#P£W^J, HMG-CoAM^^#P&*^J, ^TU> 

, AMPK?stt{^j, , ^T/^^/v^ny^^^^^pas^J^^^^^^^/^ 
te#^*Pfi^j^^^§^^^jSfm^iax«2a^_h(D^j^ffi«^^^ 

^^Tt o ny^o^j^^(DS^^^itS^*?SttPl^J(D^^0^uv\ 
MlJ^LTH:, HMG-CoAB^^*PM.*^J^#if e>tL^o i*90£U/^£lJ£LT 
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[0016] \a&ftz>mi£L,\ ^HUG-coAm^mmumMtx^xu, mtus, 

nAW^(fl^;fc: ( + )-(lS, 3R, 7S, 8S, 8aR)-l, 2, 3, 7, 8, 8a-^ 
7-> ? ^^/V-8-[2-[(2R ) 4R)-^h7fcKn-4-tKn d ri> / -6-^y- 
2H-tT9V-2-^/V]3i^/V]-l-^^/V' (S)-2-p^VK7^1/— h (^B#fFH 
4, 231, 938-5§-#J$)) ; 

v-^^^^Wb^: ( + )-(lS, 3R, 7S, 8S, 8aR)-l, 2, 3, 7, 8, 8a-^ 
7-v^/V-8-[2-[ (2R, 4R)-7 L h^fcKn-4-fcKn^v'-6-^3ry 
-2H-t°^^-2-^/V]^^/V]-l-^-y^/V 2, 2-v ? ^^7V^/^i— h(^H#f^ 
114, 444, 784-^-#flg)); 

^/■W^Ofb^S: ( + )-(3R, 5R)-3, 5-^fcKndf->-7-[ (IS, 2S, 6S, 
8S, 8aR)-6-tKcf d rv / -2-^/V-8-[(S)-2-^^/V^^y/V^-^-v/]-l, 2, 6, 
7, 8, 8a-^iM:Ki3-l-^-^^/V]^ 0 ^^(^a#f^4, 346, 227##flg) 

); 

Z7/W<X?^(fc^£,:(3RS, 5SR, 6E)-7-[3-(4-y/V^-n^m^/V)-l-(l 
-^xf/V) -1H-^K- /V-2--f/V]-3, S-v'tKndr^-e-^y 0 ^^^ 
S#fFH5, 354, 772^-#^)); 

Th/WW^Offc^fc : (3R, 5R)-7-[2-(4-^7V^-n^ ; n^/V)-5--ryy D n 
tVV-3-^oi^/V-4-7ai^/V^7/W^^/V-lH-t 0 n7V-l-^]-3, 
^y^^m(^mWWM5, 273, 995-^-#JR0); 

•feU'W^Mb^ : (3R, 5S) -xy^n- (E) -7- [4- (,4-7 /V^TV? - 

2, 6-^y^t2t7v-5-yh^yy^/v-tw>'-3--iVP']-3, s-^tKn^-e- 

^y°T^m(^mmm5, 177, oso-^gw); 

^W^Wb^fe :(+)-( IS, 3R, 7S, 8S, 8aR)-l, 2, 3, 7, 8, 8a— ^ 
^fcKn-7-y^/V-8-[2-[ (2R, 4R)--7^fcKn-4-fcKn3rV-6-^y-2H- 
t°^^-2-^/V]^^7V]-l-^7^/V (S)-2-y^/V>^^l/— h(7^H#fF^3, 9 
83, 140^-#^)) ; 

n^W^i'Ofb^fc : 7-[4-(4-^7V^-n^o:^7V)-6-^y^ 0 tihVV-2-(N-y 
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fAHf-^V^s /VT^y tfy^vV) -5--f/V]-(3R, 5S) -vWn^rv'- (E) - 
6-— ^^(^H#f^H5 ( 260, 440^\ B^B#f^2, 648, 897^-#$0) 

fc°^/W^/((3R, 5S, 6E)-7-[2-^n^°titVV-4-(4-^/^n^^/k) 
-3-^r/y/V]-3, S-^tKndf-^-e-^^^^C^IS^f^S, 856, 336-^\ 0 
*IS#f^2, 569, 746-^#JR0) ; 

X\tttih<DW£¥i$mf btifto £!>0*L<i3\ tr*^;*^>\ n^**^, 

[0017] ^^WiC43lt50*bV^=ii>^i3— /V#JEifeiaW^!lfcLTH:, HMG-CoAjStgSP* 
REJF&ltfsatStf ^KHMG-CoA»5£#3ffia*Sli:b-Ctt, o/^fy, 
v^^^>\ vVW-W^i^ -ty^-W^i^ TW^^^y, 

^^-i/jmtt'^z^-y, Rxn^fb^tuDm&teJsb ^x^(DM¥&)\z.nm&ti 

[0018] v-fe^v^— ^^Sr«i©Ji-5-i:. J;«9P*H^ttJ5g«7^h^*5{t 

*mw<D y -±^^-^m^mmmmM. xra y -^?^#~^<Dm&m& 
^x^^nh<D^^m^xf^mmmm^t^xm.mir^thx^ 0 

ISL&'TZZ.bfrttZ y -±?u#—V(Dfemkiz.mmB&t&mXittVS1rZ>jjm 
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[0019] ^SWoav^n— /i^fcMMBIRtf/xraK fiy9=^y9^/WbWiflJ#.U 

[0020] &±z.<Di:ytm* <Dmm<DmmmM&mmi-% \a±. r©tM^^¥«t% x 
ttffi©m^«ii!:fF^$tb«j«^!i, jss^j, iti^i, mum 
, $tmm. mm. &i?m. mmtk «k #^j^^iax^tt 

[0021] HMG-CoAW5iWmmmm-i, Z.tlb<D&l3-ffl&<D51b. SPtW*L 

#M¥2-6406-^\ 0^H#fFH2, 774, 037^§\ WO97/23200^§-##$D1- 
[0022] ~;fxib<^E»>i3:^-*te, «n ffiS'J, Stf(aotM^ii\ a 

f^A©!^, m&&ft&—&&(i)^£ti&4b&b£LX, -00. 01-1000 
mg, #^o. i-ioomg^ naxttSfeiai^trsps-^xtt^ps-^-rs© 

[0023] *&m<D y -±^u^-^m^mmmmmxn y -t?u?—v<Dfevm&i$; 

J6&feT£lkZ>Z.bK£*), y — fe^W— if<D^fCW&7£tt^»JU A/3 40, A/3 42 

&. MtUts 7;^/^v-S (AD) ©f iS^MM t*S 0 
[0024] ^m<D y -ir^W*— ^(Dmm%&fc<Dj&f$&m91rZ>JjW:Xte y -±?u? 
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[0025] *^B^^n^TP- /V(D^J^mM^^W\'^r^mt\^X\^ 3WTP^ 

<D^Ammx^^mxhnux<,mm^<Dmnvyh^n^^T 

mm&Txmm&mmu pjfmmr^m^f^mm^, m^mn^h^K^n 

&m^m&-$-x.'f. mfcnmtehtDx&nmmmvm^^K mm-imat^ 
te£zmmfc&&&u<\ ^.(dx^cl^x, ^h^—/vbcoitm^ } o, *^y— 
mm^^T^/v^mmm^^i-^^^^i-^b^x^o ^l-c 
. ^mwKxth^ ^(D^oK^x^v-^^mm^v^u^/v^mmm^ 1 ^ 

[0026] *fc, *mmn, mkvomn&feTi^ mwfo&mmu mm^mm.^yv^m 
^&i¥m&^%mnx&&fr&mfe-r%z-b&x%& 0 
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[0027] ^m<D y — fe^^^-if (Dm^M&fc<D^)&&mmirz>{^mmmirz> 
^^m&ir^t^x^ 0 

^#^u mm*mMt£i><Dxhth\$mmmtt\^K sh-sy5y«( 

Invitrogen) ffijfr \ 

[0028] *mw<Dmm<Df$fr&77?i/3^kir%j3mbL,xfe, mm^^Tr—^t^ 
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/istLx, mmwmmctetf%y-±?u?-^mm^&fc<Dm)&mft(D£r 

U^(nicastrin) , APH-1, Pen-2, RXf y — fe^W— if ©J^^^—yKC&a 
^Vi?^y^(presenilin)/^ib&3fl^ 0*lXfi£ =■ jJ^VV^ (nicastrin) „ APH-1, 

&x^Pen-2^h^m^hm^ri^imxn2m^±^umir^b^X'^ 0 
^mM(D^ti^^v-^>^mic^^xmm^ti^mmb\^x^m&9yb 
##&u mm^mu^htDxhti^m^mmt^^K mz-tz, sh-sy5y«( 

Invitrogen) ftif \ 

[0029] 

i»Shm&foZ)h<DXfe?j:\s\ 

[0030] ##^!|l:|fflJ^(D^ 

SH-SY5YIBIS (Invitrogen) (lO%^JJ£j£lfr?t (Sigma) „ 100 units/mL 

^^iyy^*5 JOTOO mg/mL^hl/7°h^^^-a-ti>DMEM (Sigma) ) -e37°C-ei5 

[0031] ###!|2 : J^B^tt^J^F^ttfllK^-lV (detergent insoluble membrane domain (raft) 

SH-SY5Y$BJfel5 cm^OT^^-^i^U =t>7U>U^t£ofchCDfc^^X 
PBS-eft^b^io £ib^ir/V^W|V^ ^fflWtPBS^lHJfeSl&U 9807 m/s2 
"C. 5^rs1^>^bfc 0 2fcJ§£Uy»£200 m L(D2% CHAPSO^n^T— if^-g^( 
Complete protease mixture ) (Roche) £ra" tsv * V ~7t—R. (buffer R) (20 mM 
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Tris-HCl pH 7.6, 150 mM NaCk ImM EDTA)^^^Lfc c 7& ±K20 ft ffi&mir&Z- 
b-evjmt&ftof'o "iWlttik, 800^ L(D56.25% WM^tf^y^T—K (buffer R) 

&Mx., mm&^5% mm, 0.4% chapso^3£5^»ju m^m^—y^m 

icmMlsfCo ^h1t^(D±[C3mL(D35% l^^ti^^x— R (buffer R)&MU, ^ 
if XI mL(D5% MWfrSt?s^y7T—R (buffer R)£rMfcfc 0 ^i/^^^II-^ia 
«9SW55n— ^— -C980700 m/s2 (32.000 rpm)"C\ 4°C-ei6H#^3s'll^, Ji^^OO 

[0032] ###!|3 : SDS-^yT^y/VT^K^/vm^C^KjiM' A/^nr^^ 

, -r^y^n^^^fofco ^^hy^-^Si-^feif^^bT^^^hy^ (N-19) 

(santa cruz\ 7Vir-y^KDCMlJ^Bt-t-§^L#:^LTfetGlL3 (anti-GlL3) ,7° 
l/-fe^y^2(DCMlJ^l^i~§^i#:^b-C^LG2L(anti-G2L) , PEN^IE^i-^ 
#:£LT^PNT(anti-PNT3) x 7v^V^-l&mMir%ttlfctLX7ti'TV>-l ( 
Flotillin-1) (BD sciences). %/V^i/>&mW&%faVft\^XJ}/V^3ci/> (BD 
biosciences)^^ V ^tz. Q 

^?&-ei0#P H 1, -^.tz.\fAX:X^^.B.^^:fzM, TBS-tween (20 mM Tris-buffered 
saline, pH7.4, 0.05% Tween 20) X2m^W-^f^tl 0 o^HRP&^Mfev^^IgG 
^c^^^lgG^, tifz.lf#iV^lgGm.foXimr$frfct5^, TBS-tween 
Xtfc&lsfCo ^^/Vr>rc^hK^ (Supersignal west dura) (pierceWb 

mmm 1 

[0033] *^7V $^7xi^^Mz.£.Z>%m(mi. EI2#$0 

SH-SY5Y?M£l5 cml^^V^yv^Ci^U ^^i/^M^o/c^CQ^ol ^X 
PBSXWfc%k, ^n^dr^hy^(sigma)^^-|gS^O— 2xnMbt^^K 

^^fcDMEM^P^L, 37°C-e$^^30^rHli##^ ; ffofc 0 ^fbOM^o^Tfif 
IBbfc##^!|2^fB«c^^&^pCT^llf^TV \ A/^n^^^ff ofc„ 

m2Ky*7~7ik\,X7F~f 0 miRX$m2lC&if&l-10(D^^ifmJl&<D77y-^3^%: 
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©v-*-^U>)nf!jy-l (flotillin-1) ^m^thX\ ^ (El 1E#M) „ 01©Att 
= jfr^y^fcoV^TOfcfcrCfctK Bit. y if C0?£tt^^— ^hCO^Vir 

(PSl)^oV^C0^(Z)-efc<9, Cf2:7Vi?^y^-2(PS2) ^oV^T<Z)^(Z)-C 
fe^, DtePEN-2^ol^T<^<D-e&*9, Ef3:J§gfC9:7r-(Z)^— £LT<Z):7p^y 
^-l^oV>T(D^(D-efe§ 0 EHcF»PSl^.OTS2f3:*Dtt^rCTFJ^Carboxy 
Terminal Fragment (DMMX\ PSlRXPPS2<D^n^n<DC^i®W^&mWiirZ> 

M, ^t^2mM(Dt)<^"efe§o 

3) xvmizZfL m2<D &m^ft0m) , mmyyv^—^—^^x^yn^ 
^(miE#m)o ^#^y— t^w— ~&<Dm)$)&ftx&z>~jj*by^, 

U ^ir^y^2^T>Ten-2^|g^^h^jif(^^iy 3 ^3)^^?^^bf'(|l|lA, B 

[0034] HMG-coAM^cmmm^mm^x^m(m3^ Ei4#i0 

SH-SY5Y$BJ§&^15 cm^cD-xV^^j^U ^^l/^M^SfilfD^ajl&^Ol ^ 
T\ PBST?^#-bfc 0 DMEM^5% LPDS, 250 ix M<D^v^M$:1]\\X-. ^hK^^T 
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, BtePSlCTF^o^T<Z)t><Z>-efo*9, C«PS2CTF^oV>T(Z)^CO-e$)f9 N 
v^-y>-U^\^XCDh<DX&Z> 0 ^(Z^n^TV^^gH^ ii^^^hP— /K 

^250 m M<D#^£^U ^LPP (O^Lt/©) fcfca^v^^ (^n^250 ^ M,&^ 
=<>v-^^50 M) ©f^L, (AXt^A) 

^250 m M&mf^^^5 ix M) (D#-^^^tL^i-o fi^^PP^ 

-ir^i^— if(D«/&^^fc£^#^by^ :7V-fe^y>-i&u?:/wi?^y^2^j§! 

[0035] tt&mn. v^?Ts*~^<Dm&&&ft<Dj&&%mmu y—t^w— 

&«£^©7gj*lCfc3A j8 40 N A j3 42^^K, #^A 0 420>0£«r8lffi!lU ^tb 
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m^mm 

[2] ^U^rn—;V^^mMM. Xte® & ^^/V^^/VitmUM^. HMG-CoA 

^u^v—;v^$m.mm. xtzm &^9^?7~MmmmK hmg-coa 
[ 5 ] ^u^n—7v^m>mm. xitm &?7-;^7-Mkwum*m^x, y -± 

[7] n^rn- /i^/&P£*3iJ. XteS fiy^/vy^/Wb^ffai^J^ hmg-CoA 
[8] ^XTv—sv&tfmMM. Xfem &^y^/^y=-/HtmmM^K hmg-CoA 

[9] au^v—/v&fflB.mm^ xnm &^~^y~Mkmmn&, 
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[10] y -^u^-^m^i^mmM^m^i-^f^(D^u^Tn-~/^ms.mM. 

[12] /v&m&wm. xtes s^^/^^Mmmmtf. hmg-coa 

&rft&mmwm, HMG-coAw^mmmm. ^ru^mmmmmm. w 
Tu^tf^sf—nvmm, yj^n-~;v^mmmmmm, ampk^^j, 

[13] =xu^ti—^mmm. xtzm hmg-coa 
[i6] ^u^v—/v<D&f%mmmmK mm.yyHz.mm^m^^^T^— >w& 

[17] n^fn- SU<D&)$mWfe&frK HMG-CoA-g^g|fft<DPR^?£tt, HMG-C 

^>/Mfny^i^@^<z>Pfi#i£^ 

[18] nV^Tn-/KD^^ifffi14^\ HMG-CoAil^^m^Pl^tt-efe^ft^ 

*gi 5 ^tEm^^y —~>yjym 0 

[20] y-^^^-if(D^tt^#:(D?F^^paWi-^^ffl^S'JS«^^/0^^^, H 
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mm. *?ru>>xtf*isjr—~ emmm. /i»&f8mmm&w. ampk^ 

[21] y-±^u^^(Dm\±m^m^^mmir^immmi-^t^h^. h 

[23] y-^^—^^m^w-^miru^mh^^mmm^tK ^^bv>. 
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[01] 



A Nicastrin 

MRCD 12 3 4 5 6 7 8 9 10 
OmM 



^ #1 m «Mifi|j 



1 mM 

2 mM 



f *4 * J 



MH 



B PS1 CTF 

MBCD 1 23456789 10 
0 mM 



1 mM 



2 mM 



C PS2CTF 



MBCD 

0 mM 

1 mM 

2 mM 



1 2 3456789 10 



D PEN-2 

MRCD 1 23456789 10 
OmM 



1 mM ^ ^» # " 



2 mM 



E Flotiilin-1 

MRCD 1234567 89 10 
OmM 



1 mM 



2 mM 



DMEM +0-2 mM MRCD, 
37%, 30min incubation 



[02] 




1 23456789 10 
Fraction 



0 mM MBCD 

1 mM MBCD 

2 mM MBCD 
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[03] 



A Nicastrin 

Control 

Compactin 

Pitavastatln 



123456 789 10 



C PS2CTF 

Control 

Compactin 

Pravastatin 



1 23456789 10 



B PS1 CTF 

Control 

Compactin 

Pitavastatin 



123456 789 10 



D Flotillin-1 

Control 

Compactin 

Pitavastatin 



1 23456789 10 



[04] 




123456789 10 



Fraction 

Control (5% LPDS, 250 pM Mevalonate) 

Compactin (5% LPDS, 250 pM Mevalonate, 50 pM Compactin) 
Pitavastatin (5% LPDS, 250 pM Mevalonate, 5 pM Pitavastatin) 
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